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I, Takeshi SOGAYA a citizen of Japan residing at Itanii^ Hyogo-ken, Japan, 
hereby declare as follows: 

1. r am a co-inventor o£ ihe subject matter of the above-referenced patent 
application. 

2. I graduated from the Faculty of Engineering of Kyoto University. Jtpark in 
Maidi 1986. 1 also received my Masters degree in Engineering from Kyoto University in 
March 1989 and my Eh-D &om the Univewlty of Tsukuba in November 1999. 

3. From April 1989 to date, I have been employed by lanabe Seiyafca Co.; Ltd., 
Osalca, Japan, the assignee of fhe aboveidentified application. From April 19891 until 
October 2000, I was engaged in reseaxd\ works in ttie fields of biochemist^ and 
phannacology at reseaich laboratories of TaUbe Sriyaku Co., Ltd. From November 2fa00 to 
present, 'l have been was on loan to O^C Co., Ltd., Tokyo, Japan, an outsourcing 
pharmaceutical development company, one of the Contract Research Organizations (CROs). 
At CMIC Co., Ltd., I have been engaged m research and devetopment of diagnostic reagents, 
and methods and systems including the same in the field of diagnosis of renal disease 
directed to L-PABP. My present position is as the project leader of business development at 
OflC Co^ Ltd. 
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uephtotogy, »d . c^utho. oS .Ik,u, U pap« of «^ of «o.l 

foLed on WABP. I reived young inv«elg.»r a««d ^u. a« Sc<i«5- o« Jh.» 
CariiovaKulT axlooi-loer ««i Me«bolto in 1997. Sine. J»««y 2005 » I 
w« ddeg.ted .s . g»«t p»fe».i .t the d^«»«n. of Nq*rology »d Hyi««r»on « St 

Maiiarma Umvosity School of Medicine, lapsan. 

5 . I have reed Mvd unde«tood the consents of U.S. pabmt application no 
09/578^93 arid amfemiliar with Ihfi prosecution iusto^ 

6, Under my direction, the foUowmig esperiiaent has been doxie. 
[q Otject of the experimenc 

The f ollowiag ettperiment has bsen done in order to prove Aat 
the method of the p«.sent invention in which L^ABP is detected as a mar!cer show 
superior effecdveness over a method in which H-FABP is detected, 
and to prove that L-FABP and H-FABP are not similar and/or equiveOent 
and M-PABP is not an ol>vious substihite for L-PABP. 

pq Metivods: 
(1) SulTjects: 

Urine samples were collected from seven hman indiioduals^^^^^ 
Mdney dy^ahinctiona^d who^i^ 

(cOTonaiy fflxgiogfihy) accompanied by fuJminfetotion of w^^a^- « 

Tlve individuals were those with serum creatinine level greater than nonnal rengeH 
[5 men and 2 women; mean age. 66 yeais old; mean value of the semm aeatinine level 
we 131mg/ dL in men and 1.05mg/dL in women]- [- upper limit of nonnal range m 
the hospital was 1.04 mg/dL in men and 0.79 mg/dL in women}. 
In &e study, iJuJividuals with the following weye not iiKluded: csid-stage renal disease 

under hemodialysis, liver disease and cancer. 

The contrast media used was a noibionic low-«smolarity type agent.^ 

Before and 8, 16, 24 and 48 houis after administration of the contrast media, 
the urine samples were collated from each individ^xals, and the level of FABPs (LJ'ABP 
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and H-FABF) inlh. uxlne sample, were measured. Tl.e con.antr.do:. of FABP. in the 
sBmples was tneasured as described in the foUowing (2) and (3). 

The concentration ol ae.ti^ in *e samples was mealed by conventional enzymatic 
method. Th* val^e of PABP concantratton was corrected by the v«Jue of urinary 
creatinine concentration to be shownas the levelof^B.yFABP(».g/ g craati^tine)- 

(2) L-FABP assay: 

L-FABP ii\ urine sample (urinary L-FABP) was measured by sandwich 
ELISA (ExTzyme-linked immuneoabsex'besvt assay) . 

The assay was cairied out by using a kit containing monoclonal antibodies specific to 
human L-FABP (human l-FABP EIUSA m CMlC Co., Ud^Q^pfOi)), 
and foUowing the detailed instracdons described in the manual of the kit 

Briefly, saniples treated ^th pretreatrcient solution were transferred into 
anti-L-FABP ajntibody jxnmobflized microplate contain^ 
After incubation, the miooplate was wa*ed and added with areagent containing 
peTO»dase-conjugated secondary antibody. After incubation, the miooplate was 
washed and added with substrate for enzyme reaction. After reaction, the optical 
density was measurtd using a microplat e reader, and calibration curve was prepared 
based on the obtained optical density, ftvereby determining the L-FABP concentration. 



(3) H-FABP assay: 

H-FABP inurine sample (urinary H-FABP) was also measured by sandwich ELBA 
as in the above (2) . The assay was caxried out by using a kit contaimng monoclonal 
antibodies spedfic to huiaan H-FABP (human H-FABP EUSA Hi; HyCuit 
biotechnology b.v. (Netherlands)), andfbilowing the detailed instnictions described in 
the manual o( 4he kit. 

Breifly, samples were transferred into antirH-FABP antibody-immobilized 
microplate conlisining assay diluent; Thereto were added a reagent ceaxtainlng 
peroxidase-cor^gated secondary antibody. After incubation, the microplate was 
washed and added with substrate for enzyme teacMon. After reaction, the optical 
density was measwftd using a microplate reader, and caUbration cujve was prepared 
based on five obtained optical density, thereby determining the H-FABP concentration. 
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(m] Results: 

It is known that admintotration of conaast media used in radiograpWc exaniination 
proceduies is a load/stress for kidney and cause induction of renal inlury. 

hv this study, before and after administration of the contowtmedia to itwiividuals 
who imdetwant ladiogiaphic exaiwnaiian procedure, die wine samples were collected 
and the level of L-FABP were measured to study tihe change with lapse of time to 
monitor the renal ir^uiy induced by administration of cwlrast media. 

Irt addition, as a comparative study, the level of H-FABP in the saoia samples were 
measured. 

The results are shown in Table X and the same is gtaphed out in Figure 1. 

As shown in Table 1 and Kgure 1, tfie level of urinary L-FABF has distinctly 
elevated with lapse of time after administration of contrast media. However, such was 
not observed in the level of urinary H-FABP. The level of urinary H-FABP hardly 
changed and was at a low level throughout the course of Ume. 

The results of this study show that the renal iisW induced by contrast media can be 
sensitively esiamined by measuttog the levd of LpFABP, however, 
it cannot be done as wall by measuring H-PABP instead of L-FABP. 
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Table 1 



*: before administration of oonlrast media 
time aft&radminrstrafion of comrast media 





:% ^M. — — 

^^'^^^ Urinary FABP (^g/g creatinine) Mean±S.E 




Pre' 




16hr- 


24 hr"" 


48 hr** 


L-FABP 


4.24+2.98 


11.58+12.95 


30.1 2 ±23.02 


44.6B± 18.62 


26.64 ±25.45 


H-FABP 


0.06±0.20 


0.71 ±0.94 


0,73±1,16 


1.17±1.4d 


0.11 ±0,29 
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Fig. 1 
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7 idedarethataUslatcmfintomadeh«rdnofmyownknowl^^^ 

that an statements m.de an WoimatSon and belief are believed to be true; and further that 

these atatemente vrere xnade with the knowledge that vdllfal false statements and the ^ so 

made are ponishabte by fine or Imprisonment, or both, under Section 1001 of Title 18 of the 

United Sutes Code, aiul that such willfol false statements may jeoparfize the validity of the 

above-referenced application or any patent issuing thereon. 

Signed this day of March, 2006 



Takeshi SUGAYA 
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